Background: Microvascular invasion (MVI) is recognized as a prognostic factor associated with poor outcome in hepatocellular carcinoma (HCC) patients after curative resection. It remains unclear, however, whether MVI can provide prognostic information for patients at a specific tumor stage.
Background
Liver cancer (mostly hepatocellular carcinoma; HCC) is the second leading cause of cancer-related mortality worldwide [1] . Only approximately 20% of patients with early stage HCC are amenable to curative treatments such as liver resection, liver transplantation, and locoregional therapies. Although surgical treatments have significantly improved the overall survival, long-term survival is still poor due to high rates of tumor recurrence and metastasis after surgery [2] .
Microvascular invasion (MVI) is defined as the presence of tumor cells in portal veins, in large capsule vessels, or in a vascular space lined by endothelial cells [3] . MVI is an early means of cancer cell spread via the vasculature [4] . MVI is only visible on microscopy, and it is difficult to be detected before surgical resection [5] . MVI was found to be one of the most important risk factors for intrahepatic recurrence in HCC patients who underwent curative surgery; thus, it may serve as a surrogate marker reflecting tumor biological characteristics [6, 7] , and was recognized as an independent predictor of early recurrence and poor overall survival (OS) following liver resection and liver transplantation [8] [9] [10] . However, some authors recently proposed that MVI was not a prognostic factor for all HCC patients. In those with small HCC (≤2 cm), although MVI exhibited excellent prognostic significance [11] , it had limited clinical value for treatment and prognosis as compared with the Milan criteria [12] . Thus, whether MVI is associated with patient prognosis only at a specific stage still requires further study.
To date, several HCC staging systems have been proposed to stratify patients into subgroups for better treatment decisions and prognostic prediction [2] . Among these, the Barcelona Clinic Liver Cancer (BCLC) classification is recommended by the American Association for the Study of Liver Diseases (AASLD) and the European Association for the Study of the Liver (EASL) [13, 14] . According to the EASL/AASLD guidelines, hepatic resection is only indicated for BCLC stage 0 or A patients but not for stages B or C. Recently, some authors proposed that the intermediate stage of HCC (BCLC stage B) includes a wide range of patient populations in term of tumor burden and patients' survival [15] . Several studies have shown that a subset of patients in BCLC stage B will benefit from liver resection over transcatheter arterial chemoembolization (TACE), which is the standard of care for patients at stage B according to EASL/AASLD recommendation [16] [17] [18] . Therefore, liver resection is still an important option for patients at stage B in many centers [19] [20] [21] [22] , as well as in the authors' institute.
For patients who undergo curative liver resection, pathological findings should be integrated for more precise staging and estimation of risk of tumor recurrence as compared with preoperative stage. For example, MVI could provide additional information for the prognosis prediction and help to select patients with high risk of tumor recurrence for adjuvant therapies. In the current study, we aimed to evaluate whether MVI is an independent risk factor for HCC patients stratified by the BCLC staging system in a cohort of consecutive patents in the authors' institute, and tried to find the basis for integration of MVI into an existing staging system, the BCLC classification.
Methods

Patients
Treatment-naïve patients with histologically diagnosed HCC who underwent curative resection in the authors' institute between Jan 1, 2007 to Dec 31, 2008 (discovery cohort) were included in this study. Patients with at least one follow-up after surgery were eligible for the present study. Those with preoperative radiologically or intraoperatively diagnosed macrovascular invasion (defined as tumor tissue found in the portal vein, bile duct, or hepatic vein) were excluded from this study. In all cases, preoperative liver function was classified as Child-Pugh class A. Tumor stage was determined according to the BCLC staging system [23] . Tumor cell differentiation was evaluated according to the Edmondson-Steiner classification. MVI status was determined according to histological pathology. The diagnosis of MVI, when tumor cells were detected in microvessels upon microscopic observation, was made based on our established criteria described elsewhere [3] . The data of MVI status were retrospectively retrieved from pathological reports. Patients who underwent curative liver resection in the year of 2006 (validation cohort) were used for the validation of the clinical significance of MVI. This study was approved by the Zhongshan Hospital Fudan University Research Ethics Committee. Informed consent obtained from the patients were written.
Follow-up and postoperative treatments
All patients were observed until March 2016, with a median observation time of 42.5 months. Follow-up procedures were described in our previous study [24] . Diagnosis of tumor recurrence was based on at least two imaging methods. Treatment modalities after recurrence were administered according to a uniform guideline as described elsewhere [24] . OS was defined as the interval between the date of surgery and death. Recurrence-free survival (RFS) was defined as the interval between the date of surgery and the date of the diagnosis of tumor recurrence or the date of disease-specific death.
Statistical analysis
Statistical analyses were performed with PASW Statistics 18.0 for Windows (IBM Inc.). In the comparison among different subgroups, quantitative variables were compared using Student's t-test and qualitative variables using the chi-square test or Fisher's exact test. KaplanMeier analysis was used to determine the survival rates. Log-rank test was used to compare patient survival between subgroups, and the Cox regression model was used to perform multivariate survival analysis. All statistical tests were two-sided, and P < 0.05 was considered statistically significant.
Results
Patient characteristics
A total of 2170 patients were included in the discovery cohort (n = 1540) and the validation cohort (n = 630) ( Table 1) . Of the patients in the discovery cohort, 84.7% were male and 81.5% had a history of hepatitis B virus infection, as defined by positive serum hepatitis B surface antigen. The mean tumor size was 5.5 ± 3.5 cm, and 87.1% had a solitary tumor. Because patients with extrahepatic metastasis or macrovascular invasion were excluded in this study, all patients were BCLC stage 0, or A, or B. Of these patients, 22.5% (346/1540) received adjuvant TACE when tumor recurrence was not diagnosed. During a median follow-up of 42.5 months, the median RFS was 50.8 months (95% confidence interval [CI], 45.0-56.7 months) and the median OS was not reached.
Correlations between MVI and clinical characteristics
The overall incidence of MVI was 25.3%. Compared to those without MVI, patients with MVI had lower serum albumin (P = 0.010), and larger tumor size (P < 0.001) ( Table 2 ). Patients with elevated serum α-fetoprotein (AFP > 200 ng/dL; 49.1 vs. 34.9%, P < 0.001), large tumor size (>5 cm, 50.1% vs. ≤5 cm, 32.1%, P < 0.001), tumors without encapsulation (57.1 vs. 44.6%, P < 0.001), poor differentiation of tumor cells (40.1 vs. 23.5%, P < 0.001), or advanced BCLC tumor stage (P trend < 0.001) had a higher incidence of MVI (Table 2) .
Prognostic factors
As shown in Table 3 , in univariate analysis, elevated AFP, γ-GT, low serum albumin, large tumor size, multiple tumors, poor tumor cell differentiation, incomplete tumor encapsulation, advanced BCLC stage, and MVI (Fig. 1a , e) were associated with both poor OS and poor RFS. Liver cirrhosis was also associated with poor OS. The features except BCLC stage that showed an association with OS or RFS were adopted for multivariate analysis. MVI was an independent risk factor for both OS (HR = 1.425, 95% CI: 1.187-1.712, P < 0.001) and RFS (HR = 1.404, 95% CI: 1.182-1.667, P < 0.001) ( Table 3 ).
The prognostic value of MVI in subgroups
To study the prognostic value of MVI in patients at a specific tumor stage, we stratified patients with the BCLC staging system. Univariate analysis showed that the presence of MVI was associated with both OS and RFS in patients with early stage HCC (BCLC stage A; Fig. 1 ). In patients with very early stage (BCLC stage 0), MVI was associated OS but not RFS ( Fig. 1c and d , Additional file 1: Table S1 ; P = 0.028 and P = 0.894). In patients with intermediate stage HCC (BCLC stage B), MVI was also associated with RFS but not OS ( Fig. 1h and g, P = 0.039 and P = 0.541). We then evaluated whether MVI remained an independent prognostic factor in BCLC stage A by multivariate analysis (Table 4) . MVI remained an independent risk factor for OS (HR = 1.431, 95% CI, 1.163-1.761, P < 0.001) and RFS (HR = 1.400, 95% CI, 1.150-1.705, P = 0.001) in stage A patients. In stage B patients, MVI was also an independent risk factor for RFS (Additional file 2: Table S2 ; HR = 1.562, 95% CI, 1.015-2.405, P = 0.043).
The prognostic significance of MVI was further evaluated in the validation cohort (Additional file 3: Table S3 and Additional file 4: Table S4 ). In accordance with the findings in the discovery cohort, MVI was an independent risk factor for both OS and RFS in all the patients (P < 0.001 for both). When patients were stratified by BCLC stage, MVI was a risk factor for both OS and RFS for the paints within BCLC A stage (P = 0.002 and P = 0.003, respectively). In the patients within BCLC B stage, MVI was also an independent risk factor for RFS (P < 0.001). In univariate analysis, although MVI showed associations with poor OS in patients within BCLC B stage (Additional file 3: Table  S3 ), and with poor RFS in patients within BCLC 0 stage (Additional file 4: Table S4 ) it was not an independent risk factor in multivariate analysis.
Discussion
In the present study we analyzed the presence and prognostic significance of MVI in patients with HCC who underwent curative resection. We found that MVI was an independent risk factor for both OS and RFS. When patients were stratified by BCLC stages, however, MVI was an independent risk factor for OS and RFS in patients at stage A and for RFS in patients at stage B. The results were similar in two independent cohorts.
MVI is a histological feature of HCC related to aggressive behavior of tumor and is widely accepted as one of the most important prognostic factors for patients who undergo curative liver resection or liver transplant. MVI is an early sign of the spread of tumor cells via the peritumoral blood vessels, which was deemed to be a key mechanism of intrahepatic tumor dissemination. In the present study, we found that the presence of MVI in Abbreviations: ALT alanine aminotransferase, AST aspartate aminotransferase, γ-GT γ-glutamyl transpeptidase, NA not adopted, NS not significant HCC patients increased with tumor progression. Patients with large tumor size, multiple nodules, poor tumor differentiation, or advanced BCLC stages had a higher incidence of MVI (Table 2) . Although MVI is an important risk factor in predicting patient survival after surgery, the present study demonstrated that MVI may only affect the long-term prognosis of patients at specific tumor stages. In HCC patients at BCLC stage 0 (single tumor ≤ 2 cm), MVI was not associated with OS or RFS, a finding that is in accord with previous studies [11, 25, 26] . In patients with very early stage HCC, anatomical resection was more likely to completely remove the tumor-bearing portal territory [27] ; therefore, the micro-metastatic nodules infiltrating peritumoral vasculature, namely the MVI, was removed with the tumor nodule. In patients at BCLC stage 0, patients' age and low albumin were independent risk factors for OS, indicating that none-tumor factors may act as the predominant risk factors that determine the longterm survival in these patients. In patients within BCLC stage A, univariate and multivariate analysis showed that MVI status was associated with both OS and RFS. We think in patients with stage A, MVI as the important tumor biological character, affected the tumor recurrence and overall survival (Table 3) . When formulating adjuvant therapeutic strategies, we should take into account patients' MVI status. In patients within BCLC stage B, MVI was independently associated with RFS but not with OS. For these patients, although MVI increased the risk of tumor recurrence but other factors, e.g., AFP and γ-GT, may undermine its contribution to the longterm survival.
The prevalence of MVI in HCC patients ranged from 15 to 57.1% among 20 different studies [4] . This wide interval is explained not only by geographic variations and the varied features of tumors but also by the lack of consensus on the definition of MVI in HCC. This is also a limitation of this study. The incidence of MVI may have been underestimated in the era before the guideline to detect MVI was established by a cohort of Chinese pathologists [28] . The guideline recommend the detection of MVI on at least 7 points around the tumor nodule from surgery-resected specimens. In order to highlight the association between MVI status and patient prognosis, we chose two cohort of patients in the era (2006-2008) when anti-tumor therapies, e.g., sorafenib, were not widely used in the adjuvant settings. This is a retrospective study in a single center, this is a major limitation of this study, and further investigations are needed in multi-centric studies.
Conclusions
MVI was an independent risk factor for both OS and RFS in HCC patients who underwent curative liver (See figure on previous page.) Fig. 1 Cumulative overall survival (OS) and recurrence-free survival (RFS) curves of patients with or without microvessel invasion (MVI). MVI was associated with shorter OS and shorter RFS in all the patients without BCLC stratification (a and b, P < 0.001 for both) and in patients at BCLC stage A (e and f, P < 0.001 for both). In patients at BCLC stage 0, MVI was associated with OS but not RFS (c and d, P = 0.028 and P = 0.894); and in patients at BCLC stage B, MVI was associated with RFS but not OS (h and g, P = 0.039 and P = 0.541) 
